The reactions were carried out in triplicate at pH 9.0 in 100 mM Glycine-NaOH at +25°C. Kinetic values for MeSpd enantiomers were determined by using substrate concentrations of 100, 300, 600, 1000, 2000 and 4000 M. Recombinant Fms1 was 3.8 g/reaction and the incubation time 60 minutes. Linearity of reaction was monitored by using T 1/2 controls, i.e. samples that have been incubated for 30 min (half of the reaction time of an ordinary sample). E 1 cleavage was monitored by HPLC by measuring Put formation and E 2 cleavage by determining butane-1,3-diamine content. k cat values have been calculated assuming M r of 58,833 for monomer with one catalytically active centre. The reactions were carried out in triplicate at pH 9.0 in 100 mM Glycine-NaOH at +25°C with the fixed 1 or 4 mM MeSpd supplemented with increasing concentration 50 or 500 M of tested aldehyde. Recombinant Fms1 was 1.6 g/reaction and the incubation time from 15 to 30 minutes. Linearity of reaction was monitored by using T 1/2 controls, i.e. samples that have been incubated for 7.5 to 15 min (half of the reaction time of an ordinary sample). E 1 cleavage was monitored by HPLC by measuring Put formation and E 2 cleavage by determining butane-1,3-diamine content.
E 1 cleavage kinetic values E 2 cleavage kinetic values
Without aldehyde 1 mM 9.5 ± 0.1 4.3 ± 0.9 7.2 ± 0.2 7.9 ± 1.1
Without aldehyde 4 mM 12.5 ± 0.0 5.6 ± 0.4 9.6 ± 0.1 11.1 ± 1.8 HPLC was used to analyse Spd content of samples as described in Experimental Procedures. Values are averages of triplicate determinations expressed as µmol/min ± SD (error bars).
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